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1.1. LB Medium (Luria-Bacterial Medium)
Per litre:
To 950 ml of deionised H,O add:

bacto-tryptone 10 g
bacto-yeast extract 58

NaCl 10g
Shake until the solutes have dissolved. Adjust the pH to 7.0 with 5 N NaOH (0.2 ml). Adjust the volume

of the solution to 1 litre with deionised H,O. Sterilise by autoclaving for 20 min at 15lb/sq. in. on liquid cycle.

1.2. SDS-PAGE
- Solutions for preparing 12% resolving SDS-polyacrylamide gel
Component volume (ml)
Solution component

5 ml 10 ml 20 ml

H,0 1.6 3.3 6.6

30% (w/v) acrylamide mix 2.0 4.0 8.0

1.5 M Tris (pH 8.8) 1.25 2.5 5.0

10% SDS 0.05 0.1 0.2

10% ammonium persulfate 0.05 0.1 0.2

(freshly prepared)
TEMED 2 ul 4 ul 6 pl

- Solutions for preparing 5% stacking SDS-polyacrylamide gel

Component velume

Solution component {ml)
2 ml 5 m}
H,0 1.4 3.4
30% (w/v} acrylamide mix 0.33 0.83
1.0 M Tris (pH 6.8) 0.25 0.63
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10% SDS 0.02 0.05

10% ammonium persulfate 0.02 0.05

(freshly prepared)

TEMED 2 pl 5ul

- Buffers for SDS-PAGE
SDS-gel loading buffer (3 x stock)
150 mM Tris.Cl (pH6.8)
300 mM dithiothreitol
6% SDS (electrophoresis grade)
0.3 % bromophenol blue
30% glycerol
- Tris-Glycine electrophoresis buffer (5 x stock)
250 mM Tris.Cl (pH 8.3)
1.25 M glycine (electrophoresis grade) (pH 8.3)
0.5% SDS
- Staining solution with Coomassie Brilliant Blue for Protein
Dissolve 0.25 g of Coomassie Brilliant Blue R250 in 90 ml of methnol:H,O (1:1v/v) and 10 ml
of glacial acetic acid. Filter the solution through a Whatman No. 1 filter to remove any particulate matter.
- Destaining Solution for Coommassie Stain
30% methanol
10% acetic acid

dH,0 is added to bring volume to 100 ml.
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Preparation of competent cells
Streak E. coli host cells on an LB plate+100 pg/ml Amp)
Allow cells to grow at 37°C overnight
Place one colony in 10 mL LB media (+antibiotic selection if necessary), grow overnight at 37°C
Transfer 5 mL overnight DHS5a culture into 500 mL LB media in 2-L flask
Allow cell to grow at 37°C (250 rpm), until OD,,= 0.6 (~2-3 hours)
Transfer cells to 2 centrifuge bottles (250 mL), and place cells on ice for 20 mins
Centrifuge cells in Sorval GSA rotor at 4°C for 10 mins at 3,000 g (2500 rpm). Cells must remain cold for
the rest of the procedure
Pour off media and resuspend cells in 30 mL of cold 0.1 M CaCl,. Transfer the suspended cells into 50 mL
polypropylene falcon tubes, and incubate on ice for 30 mins
Centrifuge cells using rotor at 4 °C for 10 mins at 3,000 g
Pour supernatant and re-suspend cells (by pipetting) in 8 mL cold 0.1M CaCl, containing 15% glycerol.
Transfer 100 pL into (1.5 mL) Eppendorff tubes placed on ice. Freeze the cells in liquid nitrogen. Cells stored

at -80°C can be used for transformation for up to ~6 months.

Buffers for Western blot analysis

Phosphate-buffered saline plus Tween 20 (PBS-T)

Dissolve 8 g of NaCl, 0.2 g of KCl, 1.44 g of Na,HPO,, and 0.2 g of KH,PO, in 800 ml of distilled H,O.

Adjust the pH to 7.4 with HCL. Add H,O to 1 litre. 1% (v/v) of Tween 20 is added and stirred to prior to use.
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uruinaiin pGEM T cloning vector

Xmn 11994
Nae |
Scat 1875 2695
f1 o:\
Amp' -
pGEM®-T lac?
Vector 1
(3003bp)

ori

pGEM®-T Vector Sequence reference points:

T7 RNA Polymerase transcription initiation site

SP6 RNA Polymerase transcription initiation site

T7 RNA Polymerase promoter

SP6 RNA Polymerase promoter

multiple cloning site

lacZ start codon

lac operon sequences

lac operator

B-lactamase coding region

phage f1 region

binding site of pUC/M13 Forward Sequencing Primer
binding site of pUC/M13 Reverse Sequencing Primer

' ‘&' 1 start

Apal 14
Aatll 20
Sph 26
BstZ i 31
Ncol 37
Sac il 46
B Spel 55
Not 62
BstZ | 62
Pst | 73
Sall 75
Ndel 82
Sacl 94
BstX 1 103
Nsi i 112
4 sps | 120

1

126

2987-6

121-143

10-113

165

2824-2984, 151-380

185-201

1322-2182

2368-2823

2944-2960

161-177




- pEuRnaaie pET23a-d(+) expression vector

Xho K158}
Not i{1£8)
Eag H158)
Hind #1{173)
Sal H179)
Hinc {181
Sty k87 Sac l{1%8)
Do 102 120 - EcoR It192)
~_-Bam {198)
WP AN
= {v

e XD3 K279)
Bgl H{334)
e MASC HIZD)
Dsa {280
Bpui0 k4e4)
Bbs 1508y
Bsg 15238}

Ecod7 i)

Ngoi 1V{3525)
Drd 134203
Dra HI{3424)

\M"’W
e g

/’r{/" y
Baak qum/ f/ \\
2213y | 1
Sca 4213 j i pET-233(+) %
&‘1 g (3666bp) l)~ Pvu 14879)
Pwiesn A\

WL
Gt /
. . Th1171 11123
Pst 1(2523) 2 ~ /ésmm 1{1159)
Q 3
® &
Byl 12401 0{\\‘ - Sap H1772)
AR 11K 1388)
Ahd 1[2281) BsplU11 i1388)
MMW’/

\A}WN H1504)
T7 promnter pnmear ¥69348.3
Bl it T7 promoter Xbal s
ACATUTCOATCLOOUCAAAT TARTAD ZAD T CAC TATARCCAGACUACAACCE T TTCCOTCTAGAAA T AATTITGET TTAAL T DRAGALCO AL A
P Hine 1} Eagl .
Mded fhey T7-Tag PETTE0 pambi) EcoR1 Sact  Sall Hedi Noti  Xbol His-Tag

=R SOAZAGUARATICGGTICGOCOATCCGAATTICGAGLICISTIBATAAD [
3 ab e iy ArgGlySe Gl ul eGlvhewA 3A40 <
N 5. 1-23e GOUICAOCATUCRAATICOACCTCLCI ZOACALACC I ICCCOULOINU HCCAUT ALT ACTACCAZIACCAD QA
S ":“;‘/\j i ClyArgAsnProdsaSerSerSerVoiAspl ystec InAloftal euliok rsh sk sk sish ghad
co
TAZIATOLC AN ©h1-23 d L GGTCRCATECGAAT TCCACCTCERTOOACAACCTTIGUCEUCOUATTLRACU A0 LOALCAL DAL AL 702
Yolilober | o GivArglicArgl ighrgAtaProSerInrSorl eufrgProtdigSerber (r s tneinadn~la'n Ly

Bpui102} TT terminoator
CATCLOICTEC T AACAAAGLCUGAAADTAARETGACTTIGOLTGC T LACC UL TOACCAATAAC TAGCAYASCCOCTIGEOBUE TLTALACCOUTCTISALGNG 111G
-~

T7 tarminator primer #58337-3

pET-23a-d(+) cloning/expression region
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